Abstract: Thrombin (factor IIa) and factor Xa (FXa) are key enzymes at the junction of the intrinsic and extrinsic coagulation pathways and are the most attractive pharmacological targets for the development of novel anticoagulants. Twenty non-amidino N 2 -thiophencarbonyl-and N 2 -tosyl anthranilamides 1-20 and six amidino N 2 -thiophencarbonyl-and N 2 -tosylanthranilamides 21-26 were synthesized to evaluate their activated partial thromboplastin time (aPTT) and prothrombin time (PT) using human plasma at a concentration of 30 µg/mL in vitro. As a result, compounds 5, 9, and 21-23 were selected to study the further antithrombotic activity. The anticoagulant properties of 5, 9, and 21-23 significantly exhibited a concentration-dependent prolongation of in vitro PT and aPTT, in vivo bleeding time, and ex vivo clotting time. These compounds concentration-dependently inhibited the activities of thrombin and FXa and inhibited the generation of thrombin and FXa in human endothelial cells. In addition, data showed that 5, 9, and 21-23 significantly inhibited thrombin catalyzed fibrin polymerization and mouse platelet aggregation and inhibited platelet aggregation induced by U46619 in vitro and ex vivo. Among the derivatives evaluated, N-(3 -amidinophenyl)-2-((thiophen-2 -yl)carbonylamino)benzamide (21) was the most active compound.
Introduction
Thromboembolic disorders, such as cerebral thrombosis, deep vein thrombosis, unstable angina, myocardial infarction, and thromboembolic stroke; are one of the major disorders that cause morbidities and mortalities worldwise [1] . Several anticoagulants, such as heparins and vitamin K antagonists, have known to be effective in the treatment and prevention of venous thromboembolic diseases [2] . However, there are significant shortcomings, such as monitoring, inconvenience of drug administration, bleeding for heparins, and such as considerable drug and food interactions for vitamin K antagonists, therefore their clinical application was restricted [3] .
Thrombin (factor IIa, FIIa) and factor Xa (FXa) occupy central positions in the blood coagulation cascade and play prominent role in various thromboembolic complications. Thrombin promotes blood clot formation by the conversion of fibrinogen to insoluble fibrin and activating platelets [4] . Inhibition of thrombin attenuates formation of fibrin, reduces thrombin generation, and may limit platelet aggregation. FXa is a trypsin like serine protease which plays a pivotal role in the sequence of blood coagulation events. By directly binding to FXa active site, FXa inhibitors lead to interruption of the intrinsic and extrinsic coagulation cascade pathways and thus to inhibition of thrombin formation and thrombus development.
Heparin inhibits both thrombin and factor Xa indirectly via complex formation with modulation of the activity of the serine protease inhibitor antithrombin III [5] . Fondaparinux sodium (Arixtra ® ), synthetic heparin pentasaccharide, acts as antithrombin III (AT-III) mediated selective inhibition of FXa, distinct from heparin. Its pharmacokinetic properties is nearly complete bioavailability subcutaneously to allow for a simple, fixed-dose, a prolonged half-life, without the need for monitoring [6, 7] . Unexpectedly, fondaparinux sodium is inconvenient for long-term use and requires dose adjustment. If the therapeutic range and coagulation monitoring are necessary, it can be monitored with FXa levels by a chromogenic assay, particularly in hemorrhage and renal insufficiency, and it may also require the control of platelet contents [8] .
The first synthetic direct thrombin inhibitor was ximelagatran, but it was not approved for medicinal use because of its hepatotoxicity. The direct thrombin inhibitor, dabigatran etexilate mesylate (Pradaxa ® ), argatroban, and synthetic 20-amino acid peptide, bivalirudin are approved for use on the market [9] . Apixaban (Eliquis ® ) and rivaroxaban (Xarelto ® ) are oral direct FXa inhibitors. But, while these anticoagulants carry similar side effects to warfarin, such as risk for gastrointestinal bleeding and intracranial hemorrhage, international normalized ratio (INR) and PT monitoring are not required.
The structures of thrombin and FXa show similarities in their active sites and for this reason, attempts have been made to develop novel synthetic compounds that exert a dual inhibition of the two main enzymes of the coagulation cascade. A combination of thrombin and FXa inhibitory activity in a single, synthetic, orally bioavailable, small molecular weight compound as a novel approach to antithrombotic therapy should therefore result in potent anticoagulant with potentially superior features over currently available therapies [10] .
The first compounds to demonstrate dual inhibitor properties were BIBM 1015 and tanogitran (BIBT986) which belong to the methylbenzimidazole series [5] . Hexadecasaccharide (e.g., SR123781) [11, 12] is a synthetic heparin mimetic that inhibits both FXa and thrombin via antithrombin III that was advanced to phase I clinical trials. This dual inhibitor demonstrated superior antithrombotic properties in three rat models of thrombosis following intravenous administration compared to selective factor Xa inhibitor, synthetic pentasaccharide fondaparinux (Arixtra ® ) [13] . In addition, novel anti-FXa pentasaccharides coupled to active site thrombin inhibitors to obtain dual inhibitory effects have also been reported [14, 15] . However, problems with thrombin-rebound remain with these mimetics, which appear to result from the inability to inhibit clot-bound thrombin.
EP 217609 is a synthetic parenteral anticoagulant with a dual-action that combines a α-NAPAP analog (direct thrombin inhibitor) and a fondaparinux analog (indirect factor Xa inhibitor) in a single molecule without the complications of thrombin rebound [16] . In recent years several groups [17] [18] [19] [20] have reported the development of dual FXa and thrombin inhibitors and proposed a stronger anticoagulant activity for such compounds compared to monoselective inhibitors.
Furthermore, some patients with cardiovascular disease have indications for anticoagulant and dual antiplatelet therapy. It is estimated that between 5 and 10 percent of patients scheduled for coronary artery stenting, and who thus require dual antiplatelet therapy, are receiving oral anticoagulant, most often for atrial fibrillation [21] . The concomitant use of dual antiplatelet therapy and oral anticoagulant is referred to as triple oral antithrombotic therapy (triple therapy).
We previously reported the synthesis and anticoagulant and antiplatelet activities of N 3 -aroylbenzamide derivatives. Two amidine compounds, N-(3 -amidino-, and N-(4 -amidinophenyl)-3-(thiophen-2 -ylcarbonylamino)benzamide exhibited weak thrombin, FXa, and U46619 inhibitory activities [22] . Anthranilamide derivatives have been studied as FXa inhibitors [23] [24] [25] [26] , therefore anthranilic acid was considered as central ring of diamide to improve the activity. We now report the synthesis and evaluation of the thrombin, FXa, and U46619 inhibitory activities of non-amidino N 2 -thiophenecarbonyl-and N 2 -tosylanthranilamides and amidino N 2 -thiophenecarbonyland N 2 -tosylanthranilamides.
Results and Discussion

Chemistry
All synthetic methods used in this study are shown in Schemes 1-4. Schemes 1 and 2 showed the synthesis of non-amidine derivatives and Schemes 3 and 4 showed the synthesis of amidine derivatives. Scheme 1 illustrated the synthesis of N 2 -(thiophenecarbonyl)anthranilamide derivatives 1-10, which were prepared according to synthetic procedures for N 3 -(thiophenecarbonyl)benzamide derivatives [22] . The non-amidine type inhibitor, rivaroxaban, apixaban, and edoxaban, possess a small lipophilic substituent, such as a methoxy or chloro or morpholine group. The 2-nitrobenzoyl chloride was coupled with 4-substituted anilines (4-chloro, 4-bromo-, 4-fluoro-, 4-methoxy-, and 4-morpholinoaniline) as small lipophilic compounds to give 1a-5a and these nitro amides were reduced with Fe and NH 4 Cl to provide the corresponding amino amides 1b-5b. Intermediates 1b-5b were then coupled with thiophene-2-carbonyl chloride and 5-chlorothiophene-2-carbonyl chloride to furnish N 2 -(thiophene-2-carbonyl)anthranilamides 1-5 and N 2 -(5-chlorothiophene-2-carbonyl)anthranilamides 6-10, respectively.
The introduction of sulfonamide instead of one carboxamide in the linker of diamide may give rise to differences in the possible hydrogen-binding interaction between the ligand and the residues in the thrombin/FXa active site. The N 2 -arylsulfonamide series 11-20 were synthesized to compare with the activity of N 2 -arylcarboxamide series 1-10. N 2 -tosylanthranilamides were synthesized as beginning compounds for development of N 2 -arylsulfonamide derivatives.
The preparative route to N 2 -tosylanthranilamide derivatives 11-20 are shown in Scheme 2. Anthranilic acid was reacted with p-tosyl chloride to give N-tosylbenzoic acid, followed by chlorination with oxalyl chloride to give N-tosylbenzoyl chloride. This acid chloride was coupled with 3-cyano-, 4-cyano-, 4-cyanomethyl-, 4-chloro-, 4-bromo-, 4-methoxy-, 4-carboxy-, 4-(2-(2-thienyl)ethyl)-, 4-morpholino-, and 4-(2-oxomorpholino)aniline to give N 2 -tosylanthranilamide derivatives 11a-13a and 14-20, respectively. To consider the pharmacokinetic problems we replaced the amidine group with less basic residues, aminoalkyl groups. The cyano group containing compounds 11a-13a were catalytically hydrogenated in the presence of 10% Pd/C and c-HCl at 45 • C to give aminoalkyl amides 11-13. anthranilic acid was considered as central ring of diamide to improve the activity. We now report the synthesis and evaluation of the thrombin, FXa, and U46619 inhibitory activities of non-amidino N 2 -thiophenecarbonyl-and N 2 -tosylanthranilamides and amidino N 2 -thiophenecarbonyl-and N 2 -tosylanthranilamides.
Results and Discussion
Chemistry
All synthetic methods used in this study are shown in Schemes 1-4. Schemes 1 and 2 showed the synthesis of non-amidine derivatives and Schemes 3 and 4 showed the synthesis of amidine derivatives. Scheme 1 illustrated the synthesis of N 2 -(thiophenecarbonyl)anthranilamide derivatives 1-10, which were prepared according to synthetic procedures for N 3 -(thiophenecarbonyl)benzamide derivatives [22] . The non-amidine type inhibitor, rivaroxaban, apixaban, and edoxaban, possess a small lipophilic substituent, such as a methoxy or chloro or morpholine group. The 2-nitrobenzoyl chloride was coupled with 4-substituted anilines (4-chloro, 4-bromo-, 4-fluoro-, 4-methoxy-, and 4-morpholinoaniline) as small lipophilic compounds to give 1a-5a and these nitro amides were reduced with Fe and NH4Cl to provide the corresponding amino amides 1b-5b. Intermediates 1b-5b were then coupled with thiophene-2-carbonyl chloride and 5-chlorothiophene-2-carbonyl chloride to furnish N 2 -(thiophene-2-carbonyl)anthranilamides 1-5 and N 2 -(5-chlorothiophene-2-carbonyl)anthranilamides 6-10, respectively.
The preparative route to N 2 -tosylanthranilamide derivatives 11-20 are shown in Scheme 2. Anthranilic acid was reacted with p-tosyl chloride to give N-tosylbenzoic acid, followed by chlorination with oxalyl chloride to give N-tosylbenzoyl chloride. This acid chloride was coupled with 3-cyano-, 4-cyano-, 4-cyanomethyl-, 4-chloro-, 4-bromo-, 4-methoxy-, 4-carboxy-, 4-(2-(2-thienyl)ethyl)-, 4-morpholino-, and 4-(2-oxomorpholino)aniline to give N 2 -tosylanthranilamide derivatives 11a-13a and 14-20, respectively. To consider the pharmacokinetic problems we replaced the amidine group with less basic residues, aminoalkyl groups. The cyano group containing compounds 11a-13a were catalytically hydrogenated in the presence of 10% Pd/C and c-HCl at 45 °C to give aminoalkyl amides 11-13. 2-Aminobenzamides 21b-23b were synthesized from reduction of 2-nitrobenzamides 21a-23a with Fe and NH4Cl. The treatment of 21b-23b with thiophene-2-carbonyl chloride prepared the Scheme 3 illustrated the synthetic procedures of amidino N 2 -thiophenecarbonyl anthranilamide derivatives 21-23. The amidine group forms a bidentate salt bridge interaction with carboxylic acid of Asp189 in the S1 site of FXa. The high polar amidine-derived inhibitors demonstrated potent in vivo anticoagulant and antithrombotic activity. The first amide bond was obtained from acylation of 2-nitrobenzoyl chloride with 3-cyano-, 4-cyano-, and 4-cyanomethyl-aniline to afford 21a-23a.
2-Aminobenzamides 21b-23b were synthesized from reduction of 2-nitrobenzamides 21a-23a with Fe and NH 4 Cl. The treatment of 21b-23b with thiophene-2-carbonyl chloride prepared the N 2 -(thiophene-2-carbonyl)-N-(3-cyano-or -4-cyanophenyl)benzamides 21c and 22c, and the N 2 -(thiophene-2-carbonyl)-N-(4-cyanobenzyl)benzamide 23c, which were treated with hydroxylamine HCl and triethylamine to give amidoximes 21d-23d. The N-O bond of amidoximes 21d-23d was reduced to amidinium chloride 21-23 via the catalytic hydrogenation of the O-acetyl amidoximes 21e-23e over 10% Pd/C in the presence of c-HCl at 60 psi, 45 • C for 2 h. The four proton peaks of amidine HCl salt in 21 were determined as two broad singlets at 9.08 and 9.36 ppm, and the four proton peaks of amidine HCl salt in 22 and 23 were observed as one broad singlets at 9.36 and 8.92 ppm in the 1 H-NMR spectra, respectively. In the HMBC spectrum, two amide NH proton peaks of 22 were distinguished by observing the correlation of CO (167.5 ppm) and NH (10.77 ppm) of the -NHCO group and the correlation of CO (164.9 ppm) and NH (11.53 ppm) of the -CONH group, respectively. Scheme 4 illustrated the synthetic procedures of amidino N 2 -tosylanthranilamide derivatives 24-26. Compounds 11a-13a were refluxed with hydroxylamine hydrochloride and triethylamine in ethanol to provide the amidoxime derivatives 24b-26b to form amidinium chloride derivatives 24-26 via the catalytic hydrogenation of the O-acetyl amidoximes 24c-26c in 10% Pd/C and c-HCl at 60 psi, 45 • C for 12 h. Many FXa and thrombin inhibitors containing an amidine group displayed insufficient absorption when administered orally, the reason is caused by strongly basic amidine group [27] . To improve oral bioavailability, synthetic projects seem to be changed to synthesis of non-amidines having weak basic groups. Rivaroxaban and apixaban are non-amidine direct FXa inhibitors, and argatroban and dabigatran eterxilate are non-amidine direct thrombin inhibitors.
The anticoagulant effects of twenty non-amidino N 2 -thiophenecarbonyl anthranilamides 1-10 and N 2 -tosylanthranilamides 11-20 were screened in aPTT and PT assays using human plasma at a concentration of 30 µg/mL in vitro and demonstrated in Table 1 . As shown in Table 1 (8) , and N-(4-methoxyphenyl)-2-(5-chlorothiophen-2-ylcarbonyl)benzamide (9) displayed very high aPTT values (60.6, 59.3, and 65.1 s), respectively. Any N 2 -tosylanthranilamides 11-20 did not exhibit the prolongation of PT and aPTT. This result demostrate that both carboxamide linker and thiophene ring are necessary for anticoagulant activity. For the further antithrombotic experiments, thiophene compound 5 and 5-chlorothiophene compound 9 were investigated on anticoagulant activities (in vitro and ex vivo) and on tail bleeding time (in vivo) on mouse. These two compounds were selected for further evaluations as were the ones which showed an aPPT time higher than 60 s.
According to the Table 2 , aPTT in the saline-treated group was 23.6 ± 0.6 s (mean ± standard error of mean (SEM), n = 5) and aPTT of compounds 5, 9, and heparin was respectively prolonged as 33.2 ± 0.5, 37.6 ± 0.3 and 53.3 ± 0.5 s at dose 20 µM. Although compounds 5 and 9 showed weaker activities than those of heparin, aPTT was significantly prolonged by 5 and 9 at concentrations of over 20 µM as compared to the saline-treated group. Unlike the methoxy compound 9, the morpholine compound 5 showed PT prolongation at concentrations 20 µM and above as compared to the saline-treated group. We can remember that a prolongation of aPTT indicates the inhibition of intrinsic pathway, and a prolongation of PT indicates the inhibition of extrinsic pathway including common pathway or not. Therefore, the prolongation of both aPTT and PT in compound 5 means inhibition of the extrinsic and intrinsic and/or common pathway. The prolongation of aPTT in 9 suggests inhibition of intrinsic pathway and/or common pathway.
The most active compounds 5 and 9 in aPTT in vitro evaluations will be evaluated in the tail bleeding times in vivo model. The circulating blood volume for mice is averagely 72 mL/kg [28] . Because the weight of used mouse is averagely 27 g, the molecular weights of 5 and 9 are 407.49 and 386.85 and the blood volume is averagely 2 mL, the amount of target compounds (24.4, 32.6, 40.8 µg/mouse for 5 and 23.2, 30.9, 38.7 µg/mouse for 9) injected provided a maximum concentration of 30, 40, or 50 µM in the peripheral blood.
As shown in Table 3 , compounds 5 and 9 significantly prolonged the tail bleeding times in at concentrations 24.4 and 23.2 µg/mouse and above as compared to the control, respectively. The aPTT values were significantly prolonged by both 5 and 9 at concentration 24.4 and 23.2 µg/mouse and above ex vivo clotting times, while the prolongation in PT was found in compound 5. (Table 4 ). In summary, aPTT (in vitro and ex vivo) of 9 was longer than those of 5 suggesting that methoxy group of 9 is more effective for anticoagulant activity than morpholine group of 5, while 5-chloro group of 5-chlorothiophene was seemed not to influence on the anticoagulant activity.
To obtain more active compounds, six amidino N 2 -aroylantranilamide derivatives (21-26) derivatives were synthesized and also screened in aPTT and PT assays using human plasma at a concentration of 30 µg/mL in vitro and were demonstrated in Table 5 . In case of N 2 -thiophene compounds, both aPTT and PT of 3-amidino-and 4-amidinomethyl-compounds 21 and 23 were longer than 4-amidino compound 22. In reverse, among N 2 -tosyl derivatives 24-26, 4-amidino derivative 25 showed longer aPTT than 3-amidino-and 4-amidinomethyl-compounds 24 and 26. From these aPTT and PT results, 21-23 were further investigated on anticoagulant activities (in vitro and ex vivo) and on tail bleeding time (in vivo) on mouse. These three compounds were selected for further evaluations as were the ones which showed both aPPT and PT time higher than 50 s and 15 s, respectively.
As shown in Table 6 , aPTT in the saline-treated group was 23.6 ± 0.6 s (mean ± SEM, n = 5) and aPTT showed 38.5 ± 0.4 s, 30.2 ± 0.3 s, 38.5 ± 0.7 s, and 53.3 ± 0.5 s at dose 20 µM in compounds 21-23 and heparin, respectively. aPTT of compounds 21 and 23 was significantly prolonged at concentrations of 10 µM and above, and 22 at concentrations of 20 µM and above as compared to the saline-treated group. In addition, 21-23 significantly showed PT prolongation (16.7 ± 0.5, 13.9 ± 0.3, 14.2 ± 0.5 s) and INR (2.04, 1.32, and 1.38) at concentrations of 20 µM and above as compared to the saline-treated group (12.4 ± 0.4 s). These results in this study showing prolongation of aPTT and PT of N 2 -thiophenecarbonyl anthranilamides 21-23 suggest inhibition of both extrinsic and intrinsic, and/or common pathway. The most active compounds 21-23 in aPTT in vitro evaluations will be evaluated in the tail bleeding times in vivo model. As shown in Table 7 , tail bleeding times of compounds 21 and 22 were significantly prolonged in at concentrations of 24.1 µg/mouse and above, and by compound 23 in at concentrations of 24.9 µg/mouse and above as compared to the control, respectively.
As shown Table 8 , both aPTT and PT were dose-dependently prolonged by both 21 and 22 at concentration of 24.1 µg/mouse and above, and by 23 at concentrations of 24.9 µg/mouse and above ex vivo clotting times. 
Thrombin and Factor Xa (FXa) Activity
To determine the fundamental mechanism of 5, 9 and 21-23, the inhibitory activities of 5, 9 and 21-23 on the thrombin and FXa were investigated. According to the Figure 1A , compounds 5, 9, and 21-23 showed in a dose-dependent inhibition of the activity of thrombin. In addition, treatment with 5, 9, and 21-23 displayed in a dose-dependent inhibition of amidolytic activity of FXa, indicating direct inhibition of FXa activity. Agartroban and rivaroxaban were used as a positive control, respectively ( Figure 1B) . 1 The molecular weight of heparin used as positive control in our experiments is 3500. Each value represents the means ± SEM (n = 5). * p < 0.05.
To determine the fundamental mechanism of 5, 9 and 21-23, the inhibitory activities of 5, 9 and 21-23 on the thrombin and FXa were investigated. According to the Figure 1A , compounds 5, 9, and 21-23 showed in a dose-dependent inhibition of the activity of thrombin. In addition, treatment with 5, 9, and 21-23 displayed in a dose-dependent inhibition of amidolytic activity of FXa, indicating direct inhibition of FXa activity. Agartroban and rivaroxaban were used as a positive control, respectively ( Figure 1B) . 
Thrombin and Factor Xa (FXa) Generation
According to findings reported by Sugo et al. [29] , the endothelial cells are known to support the prothrombin activation by FXa. In this study, human umbilical vein endothelial cells (HUVECs) were pre-incubated with FVa and FXa in the presence of CaCl 2 and the addition of prothrombin resulted in generation of thrombin ( Figure 1C) . In a previous study, Rao et al. [30] reported that the endothelium provides the functional equivalent of pro-coagulant phospholipids and supports activation of FXa, and, in TNF-α stimulated HUVECs, activated of FX by FVIIa occurred in a tissue factor (TF) expression-dependent manner. Thus, we determined the effects of 5, 9, and on activation of FX by FVIIa. Pre-incubation with 5, 9, and 21-23 resulted in dose-dependent inhibition of FX activation by FVIIa ( Figure 1D ). Therefore, these results indicated that 5, 9, and 21-23 can inhibit generation of thrombin and FXa.
Effects of 5, 9, and 21-23 on Thrombin-Catalyzed Fibrin Polymerization and Platelet Aggregation
The effects of 5 or 9 or 21-23 on thrombin-catalyzed fibrin polymerization in human plasma were monitored as changes in absorbance at 360 nm. These results display that incubation of 5 or 9 or 21-23 with human plasma resulted in a significant decrease in the maximal rate of fibrin polymerization (Figure 2A) . To delete the effect of sample pH, all samples were diluted with 50 mM tris-buffer saline (TBS) (pH 7.4). The effect of dimethyl sulfoxide (DMSO) on human plasma was also evaluated, however, coagulation properties were unaffected. In order to exclude the possibility that the decrease of fibrin polymerization could be due to a direct effect on thrombin leading to a decrease in fibrin generation rather than polymerization of fibrin formed, reptilase-catalyzed polymerization assay was performed. Results showed that 5, 9, and 21-23 induced a significant decrease in reptilase-catalyzed polymerization [31] . To determine the antiplatelet activities of compounds 5 or 9 or 21-23, thrombin-catalyzed platelet aggregation assay was performed and the results were shown in Figure 2B . Compounds 5 or 9 or 21-23 significantly and dose-dependently inhibited mouse platelet aggregation induced by thrombin (final concentration: 3 U/mL).
Effects of 5, 9, and 21-23 on U46619 Catalyzed Platelet Aggregation
To determine the antiplatelet activities of 5 or 9 or 21-23, a U46619 catalyzed platelet aggregation assay was carried out. As shown in Figure 2C , compounds 5 or 9 or 21-23 significantly and dose-dependently inhibited human platelet aggregation induced by U46619 (final concentration: 2 µM). These in vitro results were confirmed in an ex vivo platelet aggregation assay (intravenous injection, Figure 2D ). As a result, 5 or 9 or 21-23 significantly and dose-dependently inhibited platelet aggregation induced by U46619 (final concentration: 2 µM). Until now, most of compounds containing amidine group have been known as FXa inhibitor, but non-amidines 5 and 9, and amidines 21-23 exhibited the potential as platelet aggregation inhibitor. 
Cellular Viability
To identify the cellular viability of 5, 9, and 21-23, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay was performed in HUVECs treated with 5, 9, and 21-23 for 24 h. Compounds 5, 9, and 21-23 did not influence cell viability at concentration up to 100 µM ( Figure 3) . It is safe to treat with a dose higher than the effect dose that does not show cytotoxicity even at a concentration three times higher than the effect concentration. Figure 3) . It is safe to treat with a dose higher than the effect dose that does not show cytotoxicity even at a concentration three times higher than the effect concentration. 
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Materials and Methods
Chemistry
Reagents and Instruments
The reagents were commercially purchased from Sigma-Aldrich (St. Louis, MO, USA) or TCI (Tokyo, Japan). If necessary, solvents were purified and/or dried prior to use. All anhydrous reactions were carried out under a dry atmosphere of nitrogen. Melting points (m.p.) were measured on Thomas-Hoover melting point apparatus (Thomas Scientific, Swedesboro, NJ, USA) and not corrected. 1 H, 13 C-NMR and HMBC spectra were measured on a Varian 400 MHz spectrometer (Agilent Technologies, Santa Clara, CA, USA) in DMSO-d 6 , CDCl 3 , or (CD 3 ) 2 CO. Chemical shifts (δ) are in ppm relative to tetramethylsilane, and coupling constants (J) are in Hz. DIP-MS (EI) was measured on an Agilent 7890A-5975C GC/MSD (Agilent Technologies). GC/MS (EI) was determined on a SHIMADZU QP 2010 model (Shimadzu, Kyoto, Japan) and FAB-MS was determined on a JEOL JMS-700 Mstation (JEOL, Tokyo, Japan). Fraction collection was performed on an EYELA fraction collector DC-1500 (Tokyo Rikakikai, Tokyo, Japan). An analytical TLC was performed on pre-coated silica gel 60 F 254 plates (Merck, Kenilworth, NJ, USA). Solvent systems for TLC and column chromatography were ethyl acetate/n-hexane mixtures and 10% methanol in dichloromethane. Column chromatography was carried out on Merck silica gel 9385 (Merck).
General Synthetic Procedures for 1a-5a
The oxalyl chloride (38.92 mmol) and triethylamine (32.93 mmol) were added to a solution of 2-nitrobenzoic acid (29.94 mmol) in anhydrous dichloromethane (50 mL) at room temperature. The reaction mixture was refluxed for 1 h and the unreacted oxalyl chloride and solvent were removed under reduced pressure and 2-nitrobenzoyl chloride was used to next reaction without purification. To a solution of 3-aminophenylcyanide or 4-aminophenylcyanide or 4-aminobenzyl cyanide (7.19 mmol) in anhydrous dichloromethane (30 mL) was added 2-nitrobenzoyl chloride (8.99 mmol) and triethylamine (7.19 mmol). The reaction mixture was stirred at room temperature for 3 h and added with water, extracted with dichloromethane (3 × 30 mL), dried with anhydrous magnesium sulfate and filtrated. The filtrate was concentrated under reduced pressure to afford the oily residue, which was separated by column chromatography to afford pure white or pale yellow compounds 1a-5a. 
General Synthetic Procedures for 1b-5b
Compounds 1a-5a (3.37 mmol) were dissolved in methanol (30 mL) and stirred with ammonium chloride (33.7 mmol) and iron powder (6.03 mmol) and then refluxed for 7 h. The reaction mixture was added with water and extracted with dichloromethane (3 × 40 mL), treated with anhydrous magnesium sulfate and filtrated. The filtrate was evaporated to prepare the oily residue, which was recrystallized with ethyl acetate and n-hexane mixture to afford pure white or pale yellow compounds 1b-5b. 
2-Amino-N-(4 -chlorophenyl)benzamide (1b
General Synthetic Procedures for 1-10
Thiophene-2-carbonyl chloride and 5-chlorothiophene-2-carbonyl chloride were prepared according to the synthetic procedures for 1a-5a. Compounds 1b-5b (0.62 mmol) were dissolved in anhydrous benzene (30 mL) and then triethylamine (0.62 mmol) was slowly added and thiophene-2-carbonyl chloride (0.62 mmol) or 5-chlorothiophene-2-carbonyl chloride (0.62 mmol) was added. The reaction mixture was reacted at room temperature for 2 h and the following procedures were same as procedures for 1a-5a. Compounds 1-10 were recrystallized with ethyl acetate and n-hexane mixture to obtain as pure white or pale yellow compounds.
N-(4 -Chlorophenyl)-2-(thiophen-2 -ylcarbonylamino)benzamide (1 
General Synthetic Procedures for 11a-13a
To a solution of 4-(methylphenylsulfonamido)benzoyl chloride (2, 2.06 mmol) in anhydrous benzene (30 mL) was added 3-or 4-aminobenzonitrile (220 mg, 1.87 mmol), 4-aminobenzylcyanide (265 mg, 1.87 mmol) and triethylamine (0.1 mL). The following procedures were same as procedures for 1a-5a. Compounds 11a-13a were recrystallized with dichloromethane and n-hexane mixture to obtain as a white powder.
N-(3'-Cyanophenyl)-2-(4"-methylphenylsulfonamido)benzamide (11a 
General Synthetic Procedures for 11-13
To a suspension of 10% Pd-C (200 mg) in ethanol (50 mL) was added 1N-HCl (1 mL) and nitriles 11a-13a (1.28 mmol) and the reaction mixture was catalytically hydrogenated in parr hydrogenation apparatus (50 psi of hydrogen) at room temperature for 6 h. When the starting material could be no longer detected by TLC, the reaction mixture was filtrated on celite pad. The filtrate was concentrated to give the oily product which was diluted in ethanol and then crystallized with diethyl ether to form the light brown precipitate which was recrystallized with ethanol and diethyl ether mixture to afford 11-13 as a white powder.
N-(3'-Aminomethyl)phenyl-2-(4"-methylphenylsulfonamido)benzamide (11 The nitriles 21c-23c (0.86 mmol) were added in absolute ethanol (25 mL) and 1,4-dioxane (5 mL) mixture and added with triethylamine (2.59 mmol) and then refluxed to dissolve. The reaction mixture was added with hydroxylamine·HCl (3.45 mmol) and refluxed for 4-6 h. The ethanol and trimethylamine were removed under reduced pressure and the residue was poured with water to form the precipitate. The obtained precipitate was filtrated, washed with cold water to afford pure white or pale yellow compounds 21d-23d. 
General Synthetic Procedures for 21-23
Amidoximes 21d-23d (0.80 mmol) were dissolved in anhydrous dichloromethane (15 mL) and added with triethylamine (2.37 mmol) at room temperature and acetyl chloride (0.9 mmol) was added at 0 • C. The mixture was reacted for 1-2 h at room temperature and ice water was added. The aqueous layer was extracted with dichloromethane (3 × 40 mL) and the organic phase was washed with water, saturated sodium bicarbonate and water. The organic layer was dried with anhydrous MgSO 4 , filtrated, and concentrated in reduced pressure to give the acetyl amidoximes (21e-23e), which were used in next reaction without purification. The acetyl amidoximes (1.0 eq) was added to a suspension of 10% Pd-C in absolute ethanol (10 mL) and c-HCl (1.0 eq), and carried out catalytic hydrogenatin reaction for 2 h at 60 psi, 45 • C. The reaction mixture was filtrated on celite pad and the filtrate was evaporated under reduced pressure to give a crude oily residue, which was purified to yield white compounds 21-23 by medium pressure liquid chromatography.
Factor Xa Activity Assay
Factor Xa activity assay was carried out in the same method as the thrombin activity assay, but using FXa (150 µL; 1 U/mL) and S-2222 as FXa substrate.
Cell Culture
Primary HUVECs were purchased from Cambrex Bio Science (Charles City, IA, USA) and were maintained by a previously described method [43, 44] . Briefly, cells were cultured until confluent at 37 • C in 5% CO 2 in EBM-2 basal media supplemented from Cambrex Bio Science (Charles City, IA, USA).
Thrombin Generation on the Surfaces of Human Umbilical Vein Endothelial Cells (HUVECs)
The thrombin generation of HUVECs was quantitated as previously described [40] . Briefly, HUVECs were pre-incubated with synthesized compounds (300 µL) dissolved in 50 mM Tris-HCl buffer, 100 pM FVa, and 1 nM FXa for 10 min, and then added with prothrombin to a final concentration of 1 µM. After 10 min, Each 10 µL of triplicate samples was transferred to a 96-well plate containing 40 µL of 0.5 M EDTA in Tris-buffered saline per well. Activated prothrombin was determined by measuring the rate of hydrolysis of S2238 at 405 nm. Standard curves were prepared using amounts of purified thrombin.
Factor Xa Generation on the Surfaces of HUVECs
The FXa generation of HUVECs was measured as previously described [41] . The amounts of FXa generated by indicated concentrations of 5, 9, and 21-23 were measured at 405 nm over 2 min by a microplate reader. Initial rates of color development were converted into FXa concentrations using a standard curve prepared with known dilutions of purified human FXa.
Thrombin-Catalyzed Fibrin Polymerization
Thrombin-catalyzed polymerization was monitored turbidity at 360 nm every 6 s for 20 min by using a spectrophotometer (TECAN, Männedorf, Switzerland) at ambient temperature. Both control plasma and plasma incubated with compounds 5, 9, and 21-23 were diluted three times in TBS 50 mM Tris-buffered saline and clotted with thrombin (final concentration-0.5 U/mL). The maximum rate of fibrin polymerization (Vmax, ∆mOD/min) was recorded for each absorbance curve. All experiments were performed in triplicate.
Platelet Aggregation
The platelet aggregation assay was measured following to the previously reported method [44] . Washed plasma was pre-incubated with the indicated concentration of compounds 5, 9, and 21-23 for 3 min, and then stimulated with thrombin (0.1 U/mL, Sigma) and U46619 (2 µM) in 0.9% saline for 5 min. Platelet aggregations were performed in an aggregometer (Chronolog, Havertown, PA, USA).
Cell Viability Assay
The colorimetric MTT was used for counting the number of live cells to determine cell viability. Cells (5 × 10 3 /well) were grown in a 96-well plate at 37 • C and after incubation for 24 h, cells were washed with fresh medium, and treated with compounds 5, 9, and 21-23. After a 48 h incubation period, cells were washed and 100 µL of 1 mg/mL MTT was added, followed by incubation for 4 h. Finally, the resultant formazan salt was dissolved in 150 µL DMSO and the absorbance intensity determinded by a microplate reader (Tecan Austria GmbH, Grödig, Austria) with a reference wavelength of 540 nm using. Data were expressed as means ± SEM at least three independent experiments.
Statistical Analysis
Data are expressed as means ± SEM of at least three independent experiments. Statistical significance (p < 0.05) was determiced using the Student's t-test.
Conclusions
Non-amidino N 2 -thiophenecarbonyl-and N 2 -tosylanthranilamides 1-20, and amidino N 2 -thiophenecarbonyl-and N 2 -tosylanthranilamides 21-26 synthesized and evaluated against PT and aPTT in vitro. Compounds 5, 9, and 21-23 showed prolongation in aPTT in vitro and ex vivo, and in vivo bleeding time. Compounds 5 and 21-23 exhibited prolongation in PT in vitro and ex vivo. The activities of FXa and thrombin as well as the generation of thrombin and FXa in HUVECs were dose-dependently inhibited but weak. These compounds inhibited thrombin-catalyzed fibrin polymerization and platelet aggregation induced by U46619. Any sulfonamide group containing compounds 11-20, 24, and 26 did not exhibit prolongation of PT and aPTT, but 4-amidino derivative 25 showed high aPTT. The anticoagulant activity was governed to a great extent by an amidine group at the meta or para position of phenyl ring and thiophenecarbonyl linker of 21-23.
